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values using the equation described in "Methods". http://www.bode-science-center.com/center/relevant-pathogens-from-a-z.html) from pathogenic bacteria. Residues surrounding the new identified hydrophobic subpocket (P3) are highly conserved among the pathogenic bacteria in Proteobacteria phylum (Gram-negative). In GyrBs of Gram-positive bacteria, these residues are still similar (most are hydrophobic residues), although not absolutely conserved. The key residue Asp73 (E. coli numbered) for ATP binding is absolute conserved among all GyrBs analyzed. And, the novobiocin-binding residue Arg76 is also highly conserved among bacterial GyrBs with only one exception in Haemophilus influenzae. In contrast, another novobiocin-binding key residue Arg136 is less conserved in the GyrBs from Gram-positive bacteria in Staphylococcus, Corynebacterium and Enterococcus, which is consistent with that mutations of Arg136 were frequently observed in most novobiocin-resistant bacterial strains. Sequence alignments and phylogenetic tree construction were performed using program Mega5 1 , and the uniprot codes of each GyrB were provided after the names of the bacteria. The ΔΔT m is calculated by subtracting the ΔTm of EcGyrB_AD caused by fragment 8 from that by two fragments together. a, b, c (Å) a=97.68, b= 97.68, c=54.40 a=97.38, b= 101.79, c=104.86 a=61.66, b= 67.53, c=102.99 a=61.07, b= 69.07, c=102.12 a=143.10, b= 55.66, c=51.05 α, β, γ (°) α=90, β=90, γ=90 α=90, β=90, γ=90 α=90, β=90, γ=90 α=90, β=90, γ=90 α=90, β=100.2, γ=90 Resolution (Å) 97. R free was calculated as R work using 5% of the reflections which were selected randomly and omitted from refinement.
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